Protein phase separation and protein liquid cluster formation have been observed and analysed in protein crystallization experiments and, in recent years, have been reported more frequently, especially in studies related to membraneless organelles and protein cluster formation in cells. A detailed understanding about the phase separation process preceding liquid dense cluster formation will elucidate what has, so far, been poorly understood-despite intracellular crowding and phase separation being very common processes-and will also provide more insights into the early events of in vitro protein crystallization. In this context, the phase separation and crystallization kinetics of concanavalin A were analysed in detail, which applies simultaneous dynamic light scattering and depolarized dynamic light scattering to obtain insights into metastable intermediate states between the soluble phase and the crystalline form. A multi-step mechanism was identified for ConA phase separation, according to the resultant ACF decay, acquired after an increase in the concentration of the crowding agent until a metastable ConA gel intermediate between the soluble and final crystalline phases was observed. The obtained results also revealed that ConA is trapped in a macromolecular network due to short-range intermolecular protein interactions and is unable to transform back into a non-ergodic solution.
Introduction
Phase separation/liquid-liquid phase separation (LLPS) phenomena have been widely discussed in recent years [1] [2] [3] , particularly due to the advances in microscopy technologies. The phenomenon has been observed and is considered in a number of chemical and biological processes, such as biochemical transport, biomineralization [4] , in the context of several human diseases [5, 6] , in industrial food production [7] , pharmaceutical processes [8] , structural genomics [9] , and protein crystallization [10, 11] . Thus, the understanding of colloidal/biological molecule aggregation can also support the identification of chemico-physical key determinants in LLPS prior to the crystal nucleation process.
In an early stage of protein crystal nucleation, a liquid dense phase is formed in a supersaturated environment. The phase transition results in metastable or stable equilibrated dense liquid clusters consisting of locally concentrated particles enriched in protein and able to separate into protein gel, liquid-liquid phase, or crystals, depending on whether the energy barrier between the supersaturated solution and the final stage can be overcome by the strength of intermolecular interactions within the protein clusters [2, 12, 13] .
The kinetics of phase separation is determined by the location in the phase diagram where the phase boundary state will define the order of the transition and, thereby, the physical transport mechanism will induce the occurrence and the specific rates of growth, nucleation, and/or coarsening processes [14] . One of the central concepts used to classify and understand phase separation kinetics is the dynamic scaling law, which presupposes that domain kinetics are controlled by a single emergent length scale R within a given dynamic scaling regime [15, 16] . Thus, the morphology with a size R at time t 1 is statistically equivalent to the morphology within a region of size R (t 2 /t 1 ) n at time t 2 , where n is the dynamic scaling exponent. Thereby, the evolution of the droplet size distribution over time (R = kt n ) predicates a power law dependence on time (n) and a prefactor (k), both of which are valuable coefficients that support the identification of specific growth/coarsening mechanisms involved in the cluster formation [14] . A well-known example supporting the theory is the dynamics of Ostwald ripening, which is a first-order phase transition. Within Oswald ripening, small clusters of a suspension become less stable, dissolve, and release their mass and molecules to the solution, which will be taken up by the larger clusters with a power law exponent of around 0.333 for diffusion-limited and 0.667 for surface-controlled mechanisms [17] . Thermodynamics and kinetics of cluster formation have been studied for different proteins at different growth conditions by applying complementary biophysical techniques [2, 13, [18] [19] [20] [21] [22] .
Dynamic light scattering (DLS) is a common technique applied to investigate protein solutions, as well as their dynamic behavior after modifications in the protein-solvent system [23] . DLS measurements allow for determining particle homogeneity and particle dimensions in a suspension by recording and evaluating the translational diffusion coefficient D t . Furthermore, it is possible to detect and identify the presence of a depolarized component in the scattered light of a particle suspension by recording and evaluating the rotational diffusion coefficient D r , by applying depolarized dynamic light scattering (DDLS). A combination of DLS and DDLS allows, beyond hydrodynamic radius calculation by determining the translational diffusion constant, to identify the presence of periodically ordered nanoparticles with birefringent properties and provides the ability to change the polarization plane of light, as well as to determine the shape of particles in the solution [24, 25] .
The solution-gel transitions of polymers and proteins has been studied by DLS. The technique shows a critical behavior in dynamics able to characterize the sol-gel phase transition by an appearance of non-exponential decay in the correlation functions, the presence of a power law for the time intensity correlation, and an abrupt increase in the scattered intensity [26] [27] [28] [29] . The power behavior of molecules undergoing gelation is dependent on the gel network [30] , where the same molecule can show different power law coefficients, according to the gelation reaction, where lower power behavior coefficient indicates weak tied networks while a higher power behavior coefficient indicates the presence of fractal aggregates [27] .
A particular designed DLS and DDLS instrument was applied to investigate phase separation, liquid dense clusters (LDC) formation, and crystal nucleation of concanavalin A from Canavalia ensiformis (ConA). ConA is a lectin able to specifically bind to carbohydrates with internal and non-reducing terminal α-D-mannosyl and α-D-glucosyl moieties. In the context of the sugar binding specificity, ConA is a useful probe to investigate cell surfaces and cell division. Furthermore, ConA is able to selectively detect a diversity of viruses and pathogens [31, 32] . The dynamics of the ConA aggregation process were assessed over time by monitoring the optical properties of ConA after adding polyethylene glycol 8000 (PEG8K) as a precipitating agent. The design of experiments (DOE) allied to the response surface methodology (RSM) are able to model and identify the individual and interactive effects of several processing conditions in a reduced number of experiments. The modelling enables the prediction of crucial parameters and supports the optimization of experimental conditions to achieve the desired optimal point in a multi-variable process assay [33] . This powerful statistical tool that is used to investigate the causes of process variation consists of: (i) identification of the independent variable and their levels, (ii) the selection of the experimental array and running of the experiments as designed, and (iii) the prediction, verification of the model, graphical representation, and determination of optimal process conditions, according to the desired optimal point [33, 34] . The statistical technique has been applied as a strategy to investigate diverse operational [34] [35] [36] , chemical [37] [38] [39] , and biochemical processes [40, 41] .
Therefore, DLS and DDLS data obtained as a function of time from ConA experiments were combined with the response surface methodology (RSM) and allowed for the identification and scoring of the initial nucleation in the metastable liquid-liquid phase up to subsequent stages of ordering and formation of the crystalline material over time. The observed multi-stage clustering process is determined by the concentration of the crowding agent applied, since the range and the strength of attraction can be tuned by the molecular weight and concentrations of the agent [42] . PEG8k at 12% first guided the protein solution to an amorphous ConA dense liquid state up to a threshold time point, after which a supposed gelation was observed, according to the autocorrelation function (ACF) decay acquired and the power law behavior (n = 0.8) obtained from the growth of the hydrodynamic radius over time. Additionally, we could observe internal ordering in the clusters. Within internally ordered droplets, anisotropy was detected, which was most likely connected to an increase of periodic organization and interaction strength. Applying higher concentrations of the crowding agent resulted in a faster and more organized agglomeration, which can be explained by the excluded volume promoted by the crowding agent. Thus, in response to the reduced solution volume of ConA, the tertiary structure and, potentially, the secondary structure content of ConA changed and a crystal lattice was formed in the cluster cage.
Materials and Methods
For the entire series of complex experiments, a stable temperature of 20 • C was selected for preparation and processing of protein material and solvents. Furthermore, the DLS and DDLS instrument were stabilized at 20 • C. The circular dichroism (CD) experiments were also performed at 20 • C.
Response Surface Methodology (RSM) Using Central Composite and Full Factorial Designs
To assess the phase behavior of ConA, crystallization screening experiments were performed by applying micro-batch plates covered with Al oil (Hampton Research, Aliso Viejo, CA, USA). The first screening was performed with distinct protein concentrations and several different polyethylene glycols (PEG) as a crowding agent (CA). A Leica M205C microscope was utilized to visualize and monitor the phase separation. To analyse the ConA phase transition, PEG8K was identified as ideal CA within a concentration range of 6.4% to 17.6%, using a protein concentration of 5 mg·mL−1 to follow the clustering process up to 12 min. Two complementary light scattering instruments (XtalConcepts, Hamburg, Germany) were used to identify variables that are essentially characterizing the ConA cluster formation. This included a conventional DLS system to monitor the particle dimensions and a particular designed DDLS instrument, which allows monitoring of the transition from disordered to ordered particles. Thereby, polyethylene glycol (PEG) concentration and time (independent variables) were strategically selected as the most significant variables inducing changes of the particle size distribution (hydrodynamic radius (nm)) of ConA and increasing the scattering signal intensities of DLS and DDLS (kHz), which were both assessed as the experimental responses (dependent variables).
A central composite design (CCD) was set up with a total of 11 experiments, among which eight assays assessed time and %PEG8K at high and low levels (coded +1, −1) and three central points (coded 0). A full factorial design was set up, which performed nine experiments, among which eight assessed the combination between high and low levels and one assessed the central point. All experimental conditions are described in Table 1 , following design and nomenclature according to Denis Baş [33] , and were performed in triplicate. ConA (Merck, 64293 Darmstadt, Germany) was solubilized in 10 mM sodium acetate pH 4.6 at 40 mg·mL −1 and centrifuged for 1 h at 20,000× g. The designed experiments were analysed utilising the software Statistica, Inc. (55455 Minneapolis, MN, USA). 
Statistical models for both responses/dependent variables including a hydrodynamic radius (nm) and DDLS scattering signal intensity (kHz), i.e., a measure of the number of scattered photons, were generated and judged by ANOVA (Analysis of variance) involving Fischer's test (F test). The probability (p) and regression coefficient determined the models' goodness of fit. The effects of the experimental duration and concentration of PEG8K on the size distribution and on the potential DDLS signal intensity presented during protein nucleation were analyzed by Pareto, a 3D response surface, and contour plots, which depicted the interactions graphically. The graphs' coordinates show the coded values instead of actual values of %PEG and time.
Dynamic Light Scattering (DLS) and Depolarized Dynamic Light Scattering (DDLS)
All assays were performed applying a spectroscopy quartz glass cuvette (path length: 3 mm, Hellma Analytics, Germany) with a 40-µL final volume. For measurements taken over long durations, the cuvette was sealed with silicone and a glass cover slide. Prior to the experiments, the cuvette was washed with filtered water (0.1 µm filter) and dried before use. The DLS/DDLS instrument (XtalConcepts GmbH, 22525 Hamburg, Germany) was described previously by Schubert et al. in 2015 [43] . The autocorrelation functions (ACF) obtained for all assays were analyzed by applying the CONTIN algorithm [44] and the decay time constants of the DLS (translation diffusion, D t ) and DDLS data (rotational diffusion, D r ) were calculated independently via the Stokes−Einstein and Stokes−Einstein−Debye equations [43] , respectively. The viscosity was considered and adjusted according to the percentage of CA solutions in all assays (Table 1 ) and the actual hydrodynamic radius was calculated accordingly. For the viscosity adjustment, DLS was measured with 100 nm polystyrene standard particles (Thermo Fisher Scientific, 28803 North Carolina, CA, USA) in water, in 10 mM sodium acetate at a pH of 4.6 and in each individual CA concentration prepared in buffer, to verify and consider changes resulting from different crowding agent solution viscosities.
Circular Dichroism
The secondary protein structure content was investigated comparatively by following the near-UV CD-spectra of ConA in buffer and then mixed with PEG8k for up to 10 min. Sample solutions were prepared in advance and immediately transferred to a 1-mm path length glass cuvette positioned inside a Jasco J-815 spectrometer (Jasco, 21601 Maryland, USA). For each sample, 10 spectra of the buffer and of the PEG solutions were recorded and averaged. The temperature for all measurements was adjusted to 20 • C using a Peltier element (Jasco, 21601 Maryland USA). Experiments were performed with a data point increment of 0.1 nm and a scanning speed of 100 nm × min -1 .
Results

Optimization of ConA Cluster Formation
Screening experiments with PEGs indicated the potential of ConA and PEG8k to serve as a model system, which allows systematic investigations of protein cluster formation and follows crystal nucleation. In Figure 1a , a dense de-mixed phase is visualized, and obtained only after the addition of PEG8k with a final concentration of 12% (top). Optical microscopy allowed for the observation of µm-sized particles (lower panel). The secondary protein structure content was investigated comparatively by following the near-UV CD-spectra of ConA in buffer and then mixed with PEG8k for up to 10 min. Sample solutions were prepared in advance and immediately transferred to a 1-mm path length glass cuvette positioned inside a Jasco J-815 spectrometer (Jasco, 21601 Maryland, USA). For each sample, 10 spectra of the buffer and of the PEG solutions were recorded and averaged. The temperature for all measurements was adjusted to 20 °C using a Peltier element (Jasco, 21601 Maryland USA). Experiments were performed with a data point increment of 0.1 nm and a scanning speed of 100 nm x min -1 .
Results
Optimization of ConA Cluster Formation
Screening experiments with PEGs indicated the potential of ConA and PEG8k to serve as a model system, which allows systematic investigations of protein cluster formation and follows crystal nucleation. In Figure 1a , a dense de-mixed phase is visualized, and obtained only after the addition of PEG8k with a final concentration of 12% (top). Optical microscopy allowed for the observation of µmsized particles (lower panel). To assess the cluster formation of ConA, two statistical experimental designs allowed for the decipher of the protein clustering process in one batch assay with 95% confidence. Pareto plots highlight the most important variables and their combined response, i.e., hydrodynamic radius and DDLS scattering intensity (Figures 2a and 2d , respectively). The bars and the respective positive effect number (9.27 and 5.52) indicate that the PEG8k concentration is the most influential factor on the ConA hydrodynamic radius distribution (Figure 2a ), as it also induces the downstream molecular orientation and crystal nucleation of the protein molecules ( Figure 2d ).
The single variable "time" showed only a minor effect on the growth of ConA clusters and in the potential molecular ordering of ConA (respective effect numbers 3.30 and 2.99). However, the interaction of variables PEG8k(1) and time(2) (1Lby2L. showed in Pareto Plot), positively affected the DDLS scattering intensity (Figure 2d ), which means that, with an increase of the PEG8k concentration, the structural orientation of the protein molecules within a shorter period of time is favoured, or simply, a higher PEG concentration allows for the clustering process to be induced in less time. A p value of less than 0.05 (p < 0.05) (ANOVA tables, appendix A) showed a high significance of the variables and a good model fit to the hydrodynamic radius and DDLS scattering intensity responses with R 2 values of 0.955 and 0.939, respectively. The coefficients indicate only 4.55% and 6.11% of the total variations are not explained by the models.
3D response surface plots (Figures 2b and 2e ) and contour plots (Figures 2c and 2f ) were prepared to determine an optimal combination of %PEG8k and reaction time to follow the protein clustering process without subsequent ripening of the clusters toward a solid crystalline phase. In other words, the models indicate the optimum crowding agent concentration and the appropriate reaction time to To assess the cluster formation of ConA, two statistical experimental designs allowed for the decipher of the protein clustering process in one batch assay with 95% confidence. Pareto plots highlight the most important variables and their combined response, i.e., hydrodynamic radius and DDLS scattering intensity (Figure 2a,d, respectively) . The bars and the respective positive effect number (9.27 and 5.52) indicate that the PEG8k concentration is the most influential factor on the ConA hydrodynamic radius distribution (Figure 2a ), as it also induces the downstream molecular orientation and crystal nucleation of the protein molecules ( Figure 2d ).
The single variable "time" showed only a minor effect on the growth of ConA clusters and in the potential molecular ordering of ConA (respective effect numbers 3.30 and 2.99). However, the interaction of variables PEG8k(1) and time(2) (1Lby2L. showed in Pareto Plot), positively affected the DDLS scattering intensity (Figure 2d ), which means that, with an increase of the PEG8k concentration, the structural orientation of the protein molecules within a shorter period of time is favoured, or simply, a higher PEG concentration allows for the clustering process to be induced in less time. A p value of less than 0.05 (p < 0.05) (ANOVA tables, Appendix A) showed a high significance of the variables and a good model fit to the hydrodynamic radius and DDLS scattering intensity responses with R 2 values of 0.955 and 0.939, respectively. The coefficients indicate only 4.55% and 6.11% of the total variations are not explained by the models.
3D response surface plots (Figure 2b ,e) and contour plots (Figure 2c ,f) were prepared to determine an optimal combination of %PEG8k and reaction time to follow the protein clustering process without subsequent ripening of the clusters toward a solid crystalline phase. In other words, the models indicate the optimum crowding agent concentration and the appropriate reaction time to maintain the ConA clusters arrested in the metastable intermediate liquid phase, between the initial supersaturated solution and the final crystallization stage. For the 3D response surface plots, elliptical contour tie lines show the combinatory effect of PEG8k and time in a second-order model fit, which was also strongly indicated by Pareto plots (Figure 2a 
From Soluble Protein Toward Enriched Clusters and a Crystalline Phase
The normalized autocorrelation functions of DLS experiments applying pure ConA and ConA solutions with different concentrations of PEG8k, illustrated in Figure 4a , correspond to the evolution of soluble ConA toward a metastable intermediate state and a crystalline phase, depending on the %PEG8k concentration. Initially, ConA in buffer at a pH of 4.5 is characterized by one main hydrodynamic radius peak at 3.61 ± 0.35 nm (63 kDa) (Figure 3a ), most likely corresponding to a ConA dimer [31] . DLS autocorrelation functions in the presence of PEG8K above 6.4% showed a multimodal distribution represented by a two-step decay function segmented into three distinct segments: (1) acquisition of a first decay with higher diffusion coefficients, (2) a stabilized plateau, and (3) a second decay toward the baseline with a diffusion coefficient of approximately 1 s. The diffusion coefficients were (1) increased according to higher concentrations of PEG8k, while the plateaus (2) were stretched for lower concentrations of PEG8k (Figure 4a ). 
The normalized autocorrelation functions of DLS experiments applying pure ConA and ConA solutions with different concentrations of PEG8k, illustrated in Figure 4a , correspond to the evolution of soluble ConA toward a metastable intermediate state and a crystalline phase, depending on the %PEG8k concentration. Initially, ConA in buffer at a pH of 4.5 is characterized by one main hydrodynamic radius peak at 3.61 ± 0.35 nm ( 63 kDa) (Figure 3a ), most likely corresponding to a ConA dimer [31] . DLS autocorrelation functions in the presence of PEG8K above 6.4% showed a multimodal distribution represented by a two-step decay function segmented into three distinct segments: (1) acquisition of a first decay with higher diffusion coefficients, (2) a stabilized plateau, and (3) a second decay toward the baseline with a diffusion coefficient of approximately 1 s. The diffusion coefficients were (1) increased according to higher concentrations of PEG8k, while the plateaus (2) were stretched for lower concentrations of PEG8k (Figure 4a ). At 6.4% PEG8k, two hydrodynamic radius peaks were detected. The most abundant one was composed by three radii in close proximity, i.e., 1.62 ± 0.29 nm (10 kDa), 1.75 ± 0.34 nm (12 kDa), and 2.17± 0.64 nm (19.4 kDa), the second and less abundant has a radius of 15.98 ± 2.56 nm (2 MDa) ( Figure  3b ). Solution studies confirmed the coexistence of an intact subunit of ConA and another subunit, which most likely contains two fragments with molecular weights of approximately 11 and 13 kDa, as reported previously by Wang et al. [45] .
The increase to 8% PEG8k clearly induced disorder in the system and favoured higher polydispersity and an extended size distribution range. Compared to the most abundant particle sizes that were previously observed at 6.4%, a broader peak between 0.93 and 2.54 nm and a shift in size toward larger aggregates, which were low in abundance from 16.22 ± 3.70 nm to 27.92 ± 7.71 nm, was observed for the 8% PEG8k (Figure 3c ). At 12% PEG8k, three abundant and distinct peaks were seen after approximately 12 minutes. Figures 1c and 3d show, respectively, the optical view and the accelerated nucleation rate mediated by 12% PEG8k, which indicates that the nucleation free-energy barrier decreased to below the thermal energy and the rate of nucleation was solely limited by the kinetics of the phase separation determined by the phase boundary between mixed and de-mixed states [14, 46] . As mentioned before, longer decay times at 16% and 17.6% PEG8k were observed. The parameters for these two conditions completely favour the self-affinity mechanism of ConA, since the diffusive evolution over time is promoted by the transition of liquid-phase domains toward nano-cluster growth. After a 10-minute reaction time, 16% and 17.6% PEG8k demixed droplets of ConA in radii dimensions of 150-326 nm and 285-317 nm, respectively. Thereby, the highest concentration of PEG8k provides the most controlled physical transport of protein molecules, which leads to a narrow size distribution (Figure 3e-3f) .
Overall, PEG8k, as a crowding agent, leads ConA to a metastable liquid phase separation/demixing zone, which promotes conditions for an accelerated nucleation. It can be concluded that the thermodynamic involvement of PEG8k at concentrations higher than 10% reduces the intermolecular space between ConA molecules, decreases randomness of the particle distribution, and promotes the ConA aggregation toward a less dispersed and more ordered state. At 6.4% PEG8k, two hydrodynamic radius peaks were detected. The most abundant one was composed by three radii in close proximity, i.e., 1.62 ± 0.29 nm ( 10 kDa), 1.75 ± 0.34 nm ( 12 kDa), and 2.17± 0.64 nm ( 19.4 kDa), the second and less abundant has a radius of 15.98 ± 2.56 nm ( 2 MDa) ( Figure 3b ). Solution studies confirmed the coexistence of an intact subunit of ConA and another subunit, which most likely contains two fragments with molecular weights of approximately 11 and 13 kDa, as reported previously by Wang et al. [45] .
The increase to 8% PEG8k clearly induced disorder in the system and favoured higher polydispersity and an extended size distribution range. Compared to the most abundant particle sizes that were previously observed at 6.4%, a broader peak between 0.93 and 2.54 nm and a shift in size toward larger aggregates, which were low in abundance from 16.22 ± 3.70 nm to 27.92 ± 7.71 nm, was observed for the 8% PEG8k (Figure 3c ). At 12% PEG8k, three abundant and distinct peaks were seen after approximately 12 minutes. Figures 1c and 3d show, respectively, the optical view and the accelerated nucleation rate mediated by 12% PEG8k, which indicates that the nucleation free-energy barrier decreased to below the thermal energy and the rate of nucleation was solely limited by the kinetics of the phase separation determined by the phase boundary between mixed and de-mixed states [14, 46] . As mentioned before, longer decay times at 16% and 17.6% PEG8k were observed. The parameters for these two conditions completely favour the self-affinity mechanism of ConA, since the diffusive evolution over time is promoted by the transition of liquid-phase domains toward nano-cluster growth. After a 10-minute reaction time, 16% and 17.6% PEG8k demixed droplets of ConA in radii dimensions of 150-326 nm and 285-317 nm, respectively. Thereby, the highest concentration of PEG8k provides the most controlled physical transport of protein molecules, which leads to a narrow size distribution (Figure 3e-f) .
Overall, PEG8k, as a crowding agent, leads ConA to a metastable liquid phase separation/demixing zone, which promotes conditions for an accelerated nucleation. It can be concluded that the thermodynamic involvement of PEG8k at concentrations higher than 10% reduces the intermolecular space between ConA molecules, decreases randomness of the particle distribution, and promotes the ConA aggregation toward a less dispersed and more ordered state. Higher scattering intensities correspond to either a higher concentration of molecules or to larger particles undergoing Brownian motion, which may also contribute to a false-positive depolarization and to an overestimation of the detected DDLS signal, due to multiple scattering of photons in the solution. In this context, Schubert et al. in 2015 [43] defined a scattering intensity threshold by applying the same DDLS device, considering that intensities >5000 kHz are indicative of a contribution of artificial multiple photon scattering. The DLS signals acquired over 10 minutes for the ConA clustering process were lower than the discussed threshold when applying 16% PEG8k and exceeded the threshold limit for 17.6% PEG8k at approximately 7 minutes due to the faster growth rate with a higher concentration of nanoparticles, as depicted in Figure 4b .
The kinetic evolution of the hydrodynamic particles was assayed when applying 12% PEG8k for up to 40 hours, which shows a clear power law coefficient (t 0.7 ). The information and data were used to evaluate the steady-state growth to further characterize the clustering mechanism (Figure 4c ). In this assay, PEG8k immediately rearranged the ConA dimers (~3.6 nm) to approximately 70 nm radius particles at the beginning of the clustering and reached an average size of approximately 700 nm after 15 h, maintaining the size distribution in the same range for up to 40 h of reaction. Since much less abundant size distribution with approximately 70 nm (t −0.05 and t 0.08 ) and remaining ConA dimers was also detected. The DLS/DDLS intensity data from 12% PEG8k collected for 40 h also supported the investigation of the ConA phase separation (Figure 4d ). The DLS scattering signal intensity sharply increased as a function of time up to 3.5 h after the clustering process was triggered and then decreased with a similar rate to low signal fluctuation values after 8 h of aggregation. A relatively low increase rate was observed for the DDLS scattering signal intensity up to 8 h. However, the value of intensity observed up to 170 kHz after 15 h indicates anisotropic interactions in the solution. Higher scattering intensities correspond to either a higher concentration of molecules or to larger particles undergoing Brownian motion, which may also contribute to a false-positive depolarization and to an overestimation of the detected DDLS signal, due to multiple scattering of photons in the solution. In this context, Schubert et al. in 2015 [43] defined a scattering intensity threshold by applying the same DDLS device, considering that intensities >5000 kHz are indicative of a contribution of artificial multiple photon scattering. The DLS signals acquired over 10 minutes for the ConA clustering process were lower than the discussed threshold when applying 16% PEG8k and exceeded the threshold limit for 17.6% PEG8k at approximately 7 minutes due to the faster growth rate with a higher concentration of nanoparticles, as depicted in Figure 4b .
Tertiary Structure Conformation by Near-UV Circular Dichroism (CD) Spectroscopy
The kinetic evolution of the hydrodynamic particles was assayed when applying 12% PEG8k for up to 40 hours, which shows a clear power law coefficient (t 0.7 ). The information and data were used to evaluate the steady-state growth to further characterize the clustering mechanism (Figure 4c ). In this assay, PEG8k immediately rearranged the ConA dimers (~3.6 nm) to approximately 70 nm radius particles at the beginning of the clustering and reached an average size of approximately 700 nm after 15 h, maintaining the size distribution in the same range for up to 40 h of reaction. Since much less abundant size distribution with approximately 70 nm (t −0.05 and t 0.08 ) and remaining ConA dimers was also detected. The DLS/DDLS intensity data from 12% PEG8k collected for 40 h also supported the investigation of the ConA phase separation (Figure 4d ). The DLS scattering signal intensity sharply increased as a function of time up to 3.5 h after the clustering process was triggered and then decreased with a similar rate to low signal fluctuation values after 8 h of aggregation. A relatively low increase rate was observed for the DDLS scattering signal intensity up to 8 h. However, the value of intensity observed up to 170 kHz after 15 h indicates anisotropic interactions in the solution.
Comparative spectroscopic data analysing the conformation of ConA in the absence and presence of the different PEG8k concentrations (see Table 1 and, additionally, 14%PEG8k) was performed to monitor the relative position of chromophores over the clustering process and nucleation. No significant changes of the tertiary structure were observed in the near-UV spectra of ConA in buffer or in PEG8k at 8% and 12% concentrations, which were known to trigger the growth of ConA clusters at a radius close to 100 nm (Figure 3d ) within 10 min of the reaction. Therefore, for the PEG8k concentrations investigated (8-12%), either the tertiary protein structure does not change during a clustering process of up to 10 min or the remaining soluble protein is still predominantly contributing to the spectra, which could hinder the detection of minor tertiary structure rearrangements.
The increase in the PEG8k concentration to 14% and 16% of PEG8k did not change the overall shape of the experimental spectra but promoted minor changes of the ellipticity between 254 and 286 nm, with a distinct peak pattern observed between 268 and 278 nm. The ellipticity in this range is attributed to the optical transitions of the tyrosine phenolic groups and their individual structural environment when absorbing polarized light [47] . However, for 17.6% PEG8k, a condition already known for crystal nucleation, ConA showed a significant change in its secondary and tertiary structural content. Substantially lower ellipticities were detected in parts of the spectra and indicate major structural repositioning of amino acids, most likely in folded regions of ConA that were not compactly folded.
Discussion
The experiments described previously, which simultaneously applied DLS and DDLS, and combined to RSM allowed for the understanding of the transition phase behaviour in the presence of PEG8k up to a periodic and organized morphology. The methodology allowed for the identification of the PEG8k conditions and period of reaction time that drove the protein system to short-range attractions [48] and resulted in liquid-liquid and liquid-crystalline transitions. The increase of the volume fraction at higher concentrations of PEG8k, at a constant temperature and protein concentration, allowed for the acceleration of the nucleation of nanoparticles toward a dense phase of ConA (Figure 3a-f) . A supersaturation applying 16% of PEG8k substantially increased the intermolecular attraction of ConA. This observation was verified by a DLS signal intensity peak of approximately 4000 photons per second (kHz) within nine minutes after initiating the reaction (Figure 4b ). Furthermore, the 3D response surface model for DDLS signals showed an intensity higher than 150 kHz at 16% of PEG8k 9 minutes after initiation of the reaction, which characterizes the presence of a periodic structure in the ConA clusters (Figure 2e ). Previous studies describing real-time monitoring of lysozyme, thioredoxin, and thaumatin crystal nucleation, applying simultaneous DLS/DDLS measurements, also describe changes in the polarization plane of the scattered light (DDLS signals up to 150 kHz) and confirmed-after verification by powder diffraction and scanning electron microscopy-the presence of crystalline lattices [43] . Thus, the volume fraction conferred by 16% PEG8k corresponds to the boundary line located between ConA clusters and the crystalline phase. The Supplemental Figure S1 shows the phase evolution from clusters toward nanocrystals and microcrystals applying 16% PEG8k. The same clustering process was recorded for 1 h (Supplemental Video S1) and shows crystalline structures growing from a nanoscopic dense phase. Figure S2 depicts the dimensions of the crystals obtained after 1 h of the clustering process.
The multimodal distribution of the ACFs obtained from DLS measurements depicted polydispersity in all PEG conditions assayed (Figure 3b-f ). An intriguing two-step decay (Figure 4a ) related to the mobility of local oscillatory particles was verified for all PEG concentrations analysed (unless 6.4%), even in less polydisperse environments, as shown in Figure 3e ,f. Similar two-step kinetics were observed by Kulkarni et al. [49] , who described, for lysozyme, an usual single exponential decay at short delay times followed by a deviation of the correlation decay in two distinct steps to a plateau at delay times of 1 s. This was also described by Harden et al. [48] for silica nanocolloids and Shibayama et al. [30, 50] .
The two-step profile can be explained by the slow dynamics of structural relaxation over the period of phase separation and is predicted by the mode-coupling theory [51] . In the beginning, high diffusivity is maintained by the self-propulsion velocity of molecules since only thermal concentration fluctuations exist. Upon a critical volume fraction of CA, the system experiences an intermediate range and strength of driving forces that are able to constrain the protein molecules on a particle's motion due to increasing intermolecular interactions [52, 53] . At some point, the interaction strength is strong enough to trap the particles in dynamic "cluster cages." Thus, upon particle diffusion, the cages can be disrupted by a trap/untrap mechanism, dependent on the cooperative rearrangement of the particles. However, at higher CA concentrations, higher attraction forces will guide a re-arrangement of the particles to a frozen orientation within these cages due to the anisotropic nature of their interactions. These orientated motion constraints cause the additional plateau [49, 50] (Figure 4a ). The plateau between the decays was longer at lower concentrations of CA and shorter at higher concentrations, which can be explained by the weak interactions that facilitate the untrapping of particles from the surface of the cluster. On the other hand, higher CA provides anisotropic interactions and limits the untrapping mechanism due to the increased rigidity of the particle network. Thereby, the ACF pattern deviation reflects the relationship between the constraints to a collective localized motion in the dynamic arrest and the special correlations of the colloids after the transition from an ergodic to a non-ergodic solution.
Therefore, the diffusion of ConA at higher concentrations of PEG8k (16 and 17.6% PEG8k) was restrained rapidly due to substantially strong intermolecular interactions, until the metastable intermediate phase became restricted and specifically ordered, which was verified by the depolarized light scattering component (Figure 4b) . The restraining mechanism that slows down the diffusion speed clearly promoted tertiary structure and conformational changes of the ConA structure since the ellipticity values became negative. This was due to rearrangements of aromatic side chains upon application of high concentrations of the crowding agent ( Figure 5 ). Comparative spectroscopic data analysing the conformation of ConA in the absence and presence of the different PEG8k concentrations (see Table 1 and, additionally, 14%PEG8k) was performed to monitor the relative position of chromophores over the clustering process and nucleation. No significant changes of the tertiary structure were observed in the near-UV spectra of ConA in buffer or in PEG8k at 8% and 12% concentrations, which were known to trigger the growth of ConA clusters at a radius close to 100 nm (Figure 3d ) within 10 min of the reaction. Therefore, for the PEG8k concentrations investigated (8%-12%), either the tertiary protein structure does not change during a clustering process of up to 10 min or the remaining soluble protein is still predominantly contributing to the spectra, which could hinder the detection of minor tertiary structure rearrangements. The increase in the PEG8k concentration to 14% and 16% of PEG8k did not change the overall shape of the experimental spectra but promoted minor changes of the ellipticity between 254 and 286 nm, with a distinct peak pattern observed between 268 and 278 nm. The ellipticity in this range is attributed to the optical transitions of the tyrosine phenolic groups and their individual structural environment when absorbing polarized light [47] . However, for 17.6% PEG8k, a condition already known for crystal nucleation, ConA showed a significant change in its secondary and tertiary structural content. Substantially lower ellipticities were detected in parts of the spectra and indicate major structural repositioning of amino acids, most likely in folded regions of ConA that were not compactly folded.
The experiments described previously, which simultaneously applied DLS and DDLS, and combined to RSM allowed for the understanding of the transition phase behaviour in the presence of (Figure 4d ) depicted the cluster gelation process and the rearrangement of the cluster structure. ConA kinetics revealed that the clusters' size increases following a power law exponent (0.7), which configures the behaviour of several reported dynamic gelation processes [27, 29, 30, 52] . The power law exponent depends on the gelling system architecture and increases according to the increasing degree of branching clusters [50] . Moreover, according to Matsunaga and Norisuye [28, 29] , the DLS intensity peak at 3.5 h represents the gelation threshold, which indicates the beginning of protein agglomeration toward the formation of large clusters, up to a transition point, after which dense gels are formed. Thus, the scattering behaviour represents the solution-gel transition with an average hydrodynamic radius distribution close to 200 nm. Due to gelation, the observed gel-cluster solution dynamics slowed down and the DLS intensity decayed. However, the cluster size increased up to approximately 15 h. At this time, a fractal aggregated structure was achieved. At the same time, when the dense gel phase did not grow further (~15 h), higher DDLS intensities were detected, which represent the internal structural rearrangement of the nano-sized gel-clusters followed by formation of a 3D crystalline lattice. This clearly indicated that gels were formed first and, then, nanocrystals were nucleated. The Supplemental Video (Video S1) shows the phase transition from a cluster to crystals.
Conclusions
Investigating the ConA clustering process by performing simultaneous DLS/DDLS experiments and applying a statistical data evaluation of the experiments allowed for elucidation of the clustering phenomenon and provided insights into ConA LLPS and the early stage of crystal nucleation. A dispersed solution of ConA in the presence of a specific concentration of the crowding agent PEG8k showed a transition from a soluble and monodisperse state to a demixed state, going from a gel phase to a crystalline structure. Our results clearly showed that ConA dimers form aggregates based on short-range interactions at lower crowding agent concentrations, which further proceed to a gel state within a specific time period. At higher concentrations of the crowding agent, we observed a substantially faster transition of soluble ConA to compact clusters with an internal order, which was followed by their nucleation and toward the formation of microcrystals.
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Appendix A
The ANOVA results for both responses hydrodynamic radius (nm) and DDLS scattering signal intensity (kHz) are given in Tables A1 and A2, respectively. The calculated p values determine the statistical significance of each independent variable and their interaction strength. Values smaller than 0.05 (p < 0.05) indicate high significance of the variable to the ConA clustering process and are shown in red. 
